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Analysis| | purification and identification of the 30 kD specific allergen of 


Bombyx mori using mass spectrometry 

LIU Zhi-Gang[] ZHANG Jiel] LIN Gel] Allergy and Immunology Institutel ] Shenzhen University[] Shenzhen[] 
Guangdong 518060[] Chinal ] 

Abstract[] To analyseL] identify and primarily purify Bombyx mori specific allergen using mass spectrometryl] 
we made the crude extracts of different growing stages of the silkworm by Coca” s extractsL] identified its specific 
allergens by SDS-PAGE and Western blottingl | purified the 30 kD specific allergenby DEAE-52 ion exchange 
chromatography and gel isolation|] and analysed the data through website-searching after MALDI-TOF-MS 
online analysis. The results indicated that the silkworms at different growing stages had about 20 protein 
bands[] and the 5th instar larvae had 23 protein bands. The molecular weights of the 11 major bands were 82[] 
791] 601] 511] 46[] 381] 321] 301] 28[] 24 and 18 kDI] respectively. The results of Western blotting with the 
positive serum of anaphylactic patients showed that the 1st — 4th instar larvae all had the specific allergens 
whose molecular weights were 82 and 79 kDI] respectivelyL] only the 5th instar larvae all had the specific 
allergen of 30 kD. We purified the protein of 30 kD by ion exchange chromatography and gel isolation and 
identified it as ectoblast protein by MALDI-TOF-MS. The reults suggest that the antigen changes with different 
stages and the protein of 30 kD appeared newly at the 5th instar larva is stage-specific. 
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Fig. 1 SDS-PAGE analysis of crude extracts from HOUUOUBOKWOUOUOUUUUUUUUUUO 
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Fig. 2 Western blotting of allergic proteins from extract from the 5th instar larvae of the silkworm 
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Fig. 4 MALDI-TOF-MS of purified 30 kD protein from the 5th instar larvae of the silkworm 
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Identification of the purified 30 kD protein from the silkworm by MALDI-TOF-MS 
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Fig. 6  Bioinformatic analysis of the purified 30 kD protein from the silkworm 
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